First Report of Pseudomonas savastanoi Causing Bacterial Leaf Spot of Mandevilla sanderi in Slovenia.
Foliar necrotic spots with narrow chlorotic halos were observed on different cultivars of Brazilian Jasmine (Mandevilla sanderi) during spring 2010 in several commercial greenhouses in Slovenia. Up to 70% were symptomatic and were unmarketable. No galls were observed on the stems of symptomatic plants. Circular, flat, granulated colonies with entire margins were isolated from symptomatic leaves of two plants from different greenhouses on King's B medium (KB). The isolates were negative for levan, oxidase, pectinolytic and arginine dihydrolase activity. They caused a hypersensitive reaction on tomato but not on tobacco cv. White Burley. Isolates were weakly fluorescent on KB under UV light. One isolate per sample (NIB Z 1413 and 1415) was further characterized. Partial sequences of 16S rDNA (1; GenBank KM603318 of 722 bp, KM603319 of 686 bp) grouped the isolates within genomospecies 2 of Pseudomonas. Repetitive polymerase chain reaction (PCR) assay using the BOXA1R primer (5) resulted in highly similar DNA fragment banding patterns of the two NIB Z isolates and other reference strains of genomospecies 2 (minimum 95.1% identity with Pearson's correlation). Partial sequences of rpoD (3) of the two Slovenian isolates (600 bp; GenBank KJ744202, KJ744201) were identical to the P. savastanoi isolate from Mandevilla B200 (W. Wohanka, Germany; GenBank KJ744203) and P. s. pv. nerii strain NCPPB 3334 (GenBank AB039513). The sequences differed in two nucleotides relative to the sequence of the pathotype strain of pv. nerii NCPPB 3278 (positions 487 and 510 relative to GenBank FN433279) and had an insertion of six nucleotides compared to available P. savastanoi pv. savastanoi rpoD sequences (NZ_JOJV01000073, CM001834). Pathogenicity of isolated bacteria (two isolates) was determined on M. sanderi cv. Pretty Rose inoculated by two different methods, spraying foliage and pricking stems. The abaxial and adaxial surfaces of leaves were sprayed with a 30-ml bacterial suspension (5 × 106 CFU/ml). Three plants were inoculated with each isolate: NIB Z 1413 and 1415 and the reference strain NCPPB 3278. Necrotic spots developed on leaves after 14 days of incubation, under >80% high relative humidity, with 16 h of daylight at 25°C and 8 h of dark at 21°C. One month after inoculation, necrosis also developed on stems and new growth. Inoculation of bacteria by pricking nodes of healthy M. sanderi cv. Pretty Rose with a needle dipped in the isolates grown on KB for 24 h (each of NIB Z 1413, 1415, and NCPPB 3278 for positive control) led to development of galls in 14 days at the inoculation points. The re-isolation was performed separately from necrotic spots on leaves, stems, new growth above the inoculation points, and galls. The BOX-PCR profiles of the bacteria isolated from symptomatic tissues were identical to the original profiles, thus confirming the systemic spread of the bacteria. None of the three negative control plants sprayed with 0.01M MgSO4 or pricked with a sterile needle developed symptoms. This is the first report of P. savastanoi on Mandevilla sanderi plants in greenhouse production in Slovenia. The galls caused by P. savastanoi have previously been reported from the United States (4) and Germany (2). This report broadens the geographical area where P. savastanoi, causing both galls on stems and necrotic spots on leaves, can be found in commercial production of Mandevilla spp. References: (1) U. Edwards et al. Nucleic Acids Res. 17:7843, 1989. (2) N. Eltlbany et al. Appl. Environ. Microbiol. 78:8492, 2012. (3) N. Parkinson et al. Plant Pathol. 60:338, 2011. (4) M. L. Putnam et al. Phytopathology 100:S104, 2010. (5) J. Versalovic et al. Methods Mol. Cell Biol. 5:25, 1994.